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BERT B Ehiir R e E MR =2

ARG

[0001] A< W9 K R 4R 24 it (ARG T TS, T8 e P v T 80 e A K S B A TR AT ik
A&

BREK

[0002] ST (R J 4 4 I T A 2 — Mk R S R S T, SRR
R X YR 7 28 L A 2 R R M, 4 8 728 /04 5100 75 A
5 2 B, A BGRB8 5 M DR 5000 47,3 76, A SRR IR F 2 1
0, A R RGO TR S 5

[0003]  firv4 T 2 B B A AR A O A 2 S T LR 2 4 N T 4
SEWRNE A~ TR 2N (USRI D) o 0V T R PR3 P v T i P 4 e D
bR E AU 0 2 v T AR P A, T SRV P R ORG24 A
BE F A SROTL . T HEW T R (8 2, oM 125 5 S, 7 DAV A RS2 v T 1
B E L.

[0004] 75T 74 5 W JRGE S M b 25 KL T TR 7E 3G o R AL S SR M, B ROt
B RRIRAR A T 22, AL RF R BREE T RO AR . BT, SURIE (GC-uS)
B 2 A T A FRO BRI T A0 BCAE A DA A L S e 58 30, — M
ST, AR B 52 K A SR 7 B S0 5 A B SR, DU R AR P (1 53,
R 35 BRI S AT AL, SRR BT W 14 b3 B R e b A T B A
[0005] R [0 4% 45 JRSE, L — HLP R AL, EL48 45 TRl A ke 7 E 1 4
PR 0 SR TR o, Bt o 8 FE e AR T4 K R R — Bl SRR ) 8 14
BT A LA G0 SRS (58 2T OS2, 5 GCMS LU, s o JE TR A EL A 5
R ] B L 5 TR 5 525 5 AU T 8 T A U 44 S .

[0006] AR, v T Rl /N oy TR, L A6 G S I T 93 7 G0 I 1k R B A
FH Sk ELEE S BBl AU . DRt L AR TR I 9 0 — PR AT RO RE F AJ 7%
TR, AR B P R B A 5 P MR R BRI R T BT
5.

HIARE

[0007) A E KO RARBLAEN T 80K FLFM 5 ARG 4 FRTI:

[0008] 7 W 55— L (R ARAIG— il 6 52 v T S0t B P T MR S0 RV T
S B 1 2 ST AT b

[0009] A1) 53— FT OSBRIV T 10 S Kk 71 S S R .
[0010]  fEA K B 55— 7T, BRAE T —FPHUR, BT HUSELA R T FiR i 258 -
[0011]
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[0013]
NH-X
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[0014] A, X NER R EUA.

[0015] 75— & &, frid S E sk X %l VA i EAVFLEAEA B E
HEC y BREEE, B, Prid g s Es X S E A B e EE.

[0016]  FEA KBS =J7 10, 2t 1 — Fhifil & A R B &5 — 77 T ik 58 A Ju S5 i 773, P
RITIFAFEL IR

[0017]  (a) XFEEA T BHAT RS AL, 78 FLA IR (060 2 N RS L ], AT TR It A 2 — V%
T

[0018]  (b) FgXfAiHIE — BEVA T o BUAH AL JFONE AL, DAIA3 3K T PRt & 22 - JER T
[0019] (o) Rpxfadt - BEA T SEAFREEER, D13 11 ransEedihil.

[0020]  7E5 — Mk, DI () BIEA RN AT O MNEE A -10-10°C, B A
N =5-0°C s RIS [A] A 0. 5-24 /NI, BN 1-12 /N, SRR 2-5 /M),

[0021] 785 —HLik s, B IR (b) BIEJEAAAF T < MR FE N =R -100°C, B fEH N
50-70°C, BEAEHIA 60°C s B[RS 1-24 /NI, B R 2-10 /Nmf, SRR 2 /i)
[0022]  7E 55— PLiktl s, B IR (o) Wi MM BN 0-40°C, B fEHL
20-25°C; R B pH 24 3. 0-6. 0, BAEHL A 4. 5 5 [ MR ) 2-24 /B, BLFEHA 312 /i), B
R 4 /NI

[0023]  FEAS KB EE VU 77 1, S fit 1 AR BH 35 — 77 T Fvidks i)~ 3t J5 BAR R BH 85 — 77 1 P
SR &, Ik ()55 B8 AP s H Tl & e TR R MR fZ Bk A .

[0024]  FEAKWIRISE LT, SRt 7 — Mk skaE e (BEUiE) , BRI SRR T 4
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= o

[0025]  7E 5 — P& B i, I3k o J& Bk B B B v T R 0 R B AR ik SR A MY R
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[0026]  7E 55— &R T, FriA sk E O 58N TS &M~ 0. 1X107-5X107,
T, 45530 8 0. 13X 107,

[0027]  7E 55— LI, Bk () S Bk 8 k5 BER T e AR 2 L A T 45

I
=

[0028] 75— HLiktlmh, Bk i) ey Bk e 1A B se R SR

[0029] 7L WA 55 75 5 I, $R 3t 0 — b AR A O WY R B LT T BT I 1 G 0% BR
PR 2% S 3 4 1 2R, A L, T 3 0 2% S8 6 40 I R RV T T T A 2k ST R 4 R AR
DLT-001CCTCC. C2011118,

[0030]  FEA WA SE-GIT I, 4R A6 17— Ah A A WY A58 1007 T TR 1) e 2R a8 A 3%
JITId (¥ S Bk A 11 P T i A AGLTAE i 0 R0 T AR A T AR Bl &

[0031]  7£ 55— ARl o, Pk AOAE A2 2E WD RE dh, BEE SO AR MR i, SE RO I A PR

T BV o
[0032] LA WIS \TT I, 4R 46 T — Al 0 A e i P o2 5 A7 ARS8 T I TTA, B
AR

[0033] (1) RE it 5 A B 3 L7 TPk (9 S % 2K a1 45

[0034]  (2) tG e BB SUR - PUEE G, KRR E SR s PR T .
[0035] 755 —HiL B, Frid 9 S & 2R 8 A AT rl A N AR ey, e, Prid nl e i ARic
Yk B T A A ARICY) A B CE O IE .

[0036] 753 — L], B A U 7 iR N B <A TV B Ak VA L A i, Bt
HE

[0037]  FEAKBARISE SLTTI, 4R 406 1 — PRzl AR , Firid R AR 5558 v (SZHEAR) Al
2%, I AU a6 5 A A S B D 58 1775 T P ) S Bk e 1

[0038] 7 55— AR A, Jrid AR 2% 00 &5 A7 56 A U RUREIX, P (0 56 A 9 Jil s AR X
S EEHR T BrRr g il

[00391  7£ 55— Uik B o, Fividk (¥ I o B DEAR AR SR AT AL R L B R 21 4 2R JEE AR /K 4R AR K

FEH L

[0040] 75— LIk, Frid 2 A MR 2 A e hm iC BOA (bR T A A B 0 58
T T R ) G R 1

[0041]  Fivid i P 1 4k 2 M5 W B A A I 2 A Jo 4 2, ik A I 2 9 3K 1T Pl ) 58 4
U 5

[0042]  FTik i o 4% 2k [ 58 (1) SPA.

[0043]  FEA KM+ 7, 4t T —FRA &, TA AR S S —FR UL TR
5 P9I A R B B 56 1175 TH AT IR 1 e Bk 1, B BTt iR & 5 A AR R B R 58 L 75 TH A
T A TR -

[0044] NI, fEA KRG P9 A, AR B IR S ARRRIEFANAE T 3C (s ) B
PEREIA B B B ARSFE Z A A] DL EABZE A, TS BRI BIE BRI 2« IR T R R, £
A H—— 2R,
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B &35t AR

[0045] "2 Bt B T b BH AR A B ) EL AR St 77 42, 1 AN T R e FRBOR) 23R 15 B 558 1)
AR TG

[0046] W& | BR T EA T AT

[0047] K& 2 TR T A T 50 A GERE

[0048] [ 3 IR T A T PR EACHIER T A PR A U TR .

[0049] &4 o T A AR P 25 0 A J5 2

[0050] &5 Bon TR IARTEA R 261 T AT IS 3L

BAIELR
[0051]  AKEHANLE) Z RN KA, H kil & 1 R T 5o B P g S Sk AR Fi
BRE . BAkH, A B & 7 — PR T R BUE A SR T s, FRAT A 58 A b
% TPEA T B SR DL AR SR IC A T P RIS IR . 5 BBV L, Ak B
(VRS U 77 v2 0 B R R R N 2% & T 485, mT DASEEL AT ATz Al . BN AT 7 3min
P 58, RS & R e T, 5 W B e 28 SURMN
[0052] RiE
[0053]  FHuliE
[0054] AT HFEIR/AD (B D, 2 Puafi, REE& Rz NPT, &A% 5, A
R BB H Tz shmaR s ouik . B, 4 76l & A K 58 e du e, eHEA T #04T 151k
FEHAF T AR EEIUR .
[0055] WA SCHT L AR B “ P40 57 B P2V T TEAATAEY)” iR A K AT A
RAF I HA G | FZ2AEER T, &l 1 o,
[0056]

NH,

HzC—N
COOC 5H5
in|
[0057] SEAIUE
[0058] Y, FHURE BEM RS FHEA (0 KLH M #E & (88 BSA 4 iE A & ) DAL
77 ABIE, BONBE R A & NP, B % IR I e R
[0059]  WIASCHTAL, ARR“EaPiE” 2R KA EUR S E 9N E ARG E S
JE ) o
[0060]  WARSCHT L, AR B AR “ B 1 i ” AR AR AR )% 2 BTz i TR e
SHEREA R, e s, M EA I AEA IS EAD v BREAZ%.
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[0061]
NH-X

HsC—N
COOC ,Hs

11
[0062] FEARKRHIM—MLEs g, R 1T hpg X oFIEAEASRINEEA.
[0063]  5EAHTJE % 77 i%
[0064]  FEVo T SEAduE I HI &I IEWE 2 iR
[0065]  FEA KB — ML, B 5 ER T #EAT AL, 78 HORIR gl A— Mg
A1, SR 5 W A B S e s, AT H A TR IR A P (R T B3R ) o SR JE R R
Dise QARG E ARSI 8 T 5 BSA B IG, XREER T oA B, A
) % S
[0066]  H:r i 3 (1) i A A i e B2 T DA AR SIUBCEE AR N 53 2 R0 AR ART 7 v A ART 3 B 1)
AT B, AR BB AE A R BT AE T S R AT ROV E N -10-10°C, B
Hh —5-0°C 3 S BER [E] A 0. 5-24 /N, Beddih 1-12 /N, B AR 2-5 /N, AR % B AR JiU
BLAEAFRIAE T 6 F R 30T < RIS N E R —100°C, BAEHh 50-70°C, TE b 60°C 5
INFIE) Ay 1-24 /NI, B 2—10 /NF, BE AR 2 /NS o AR BH B 3044 1 42 e B T A 40 264
NIET RN 0-40°C, B AEHL 20-25°C s M pH A 3. 0-6. 0, ML 4. 5 5 OS] Ay
2-24 /NI, B 3-12 /B, TEAEHE 4 /NS,
[0067]  ARAUEAL B AN 5 AR FLAR IR AE SO 1) ) 42 3RO I 8 S8 AR AT 1 4 TR 4
[0068] A BH 1)t J5UR B 11 B A 1 32 422 T A0 P AR s 2 e A AT 1 4277 =X 4 e
ART H g% ((EDC) K VLSS o
[0069]  FHAR Jx B T7 V21l 2% 1) 56 A o S B A AR i 140 S % JER 1 BRI IS B AR 5 B ) 9%
R, FUULTE AR 1, B8 R e 2 RE 1 R T IR IE R B
[0070]  HR v R HTARI il 2%
[0071]  ARSCHTHEIARTE “ B REHUA 7 e 838 B A BRI SUATE RIatig, B0, H iz
TR BB MEEAE R, B 7 I REAAAE D E R RE H K RAZ . PRI, B TE “ Bod BRI 7 2
FRAZBURRIPE A & B BUA RITR 54
[0072] AR W ) FAA AT DAIE G A 4508 P B AR N B AN B S MR EAT . a0, AR
R TERPUR, AU H T 20 Y0 A 3 50 v R HUAR (1K) 7 A o 6T B0 v B s, AT R FH 258
A ARkl 24 (0L Kohler ZE A, Nature 256 ;495,1975 ;Kohler Z& A, Eur. J. Immunol. 6 :
511,1976 ;Kohler Z A, Eur. J. Immunol. 6 :292, 1976 ;Hammerling 2% A, In Monoclonal
Antibodies and T Cell Hybridomas, Elsevier, N.Y.,1981) 5¢n] FHEZH DNA v (EEH*E
FI'5 4,816, 567) 4%



CN 103159669 B w BB B 6/15 7

[0073] AR BB BlJR 40 ML 2 A R & I IR B 0 FoAg 7 AR Al M SR PR R AR e K
AR HooP R g (HAT SR o7 ) S50 i IS i e 400 L, 0 365 v BB R 4 e &%, 491 4
BRI IR i B R 4 L R, B VT AR 1 MOPC—21 T MPC—11 /N BRI 0 B BT A L R (R H
Salk Institute Cell Distribution Center, cHuVEF, InFAE B, £E ) PL I SP-2.NZ0
oY X63-Ag8-653 4l ([ H American Type Culture Collection, ¥#&Ig4E/R, B H >4, 3%
) o NBE BRI AR — N2 G B iR 40 i R 0 OO R A T AR N s fE Bk [Kozbor,
J. Immunol. , 133 :3001 (1984) ;Brodeur %%, B vi [ $i 44 19 4 72 3 R A1 N H (Monoclonal
Antibodies Production Techniques and Applications),51-63 Tl (Marcel Dekker,
Inc. , 4%y, 1987) ],

[0074] o 2 A2 980 2 o AR A T FG i 5 3% i AT 43 A DR WU 2L A7 B 75 e e M ) B v B
TR = A, T, A A8 25 G o B 9 4, 1 K G = W B 43 Al (ELISA) BSOS G % 43 A
(RTA) « FRIEPUAR I 41 M i) 47 B 7] A FACS JEAT RGN AR5, AR 2 50 oo P Ji 0 A R
FELBRIE RO 5eFE (subcloned) , JFEEAR#HE T4 K (Goding, B FCFEHTIA (Monoclonal
Antibodies) : J& M| Fl 52 #& (Principles and Practice), AcademicPress(1986)59-103
W) o Y IRBNX— H AL H] BE A B3 2R 45, 4] 40, DMEM B RPMI-1640 554k, I
b, ZR AT AR ML PT FE SR A E IR KR A K

[0075]  HH MV b B 4o WA T B0 s P B A4 MR 7 228 IR /K BICIIL 75 Al ot i L) e Bk B a4k
TE0E AR B &, X Ledifh T 200600, 858 A- BUIBMEE (proteinA-Sepharose) (F4£
TR IR A AT R HL UK BT BOEZE AT

[0076] AR EHIRML 1 —MEA T RIS R SUA . EARK K — ML T =, kg
UK FH B 55 28 SR A M0 77 5 2% o BRUR SR Al B 37 1) BT8R, S MM IR e 1M
el TeG, FRRAIR ISR AMZMTHE (Protein G-Sephrose) 4lifh.

[0077] A — AR 77 2 v, B v [ BT AR SR F Balb/C /)y BRI 7K AR 7 B v FE 41
A TR T V1 A o 240 2k A2 R A i 4 P B BURRC ) s BROBE IR 7, 2—4 J A T LR S B R K
Ko fHEUIE K, LA BR 82 Ui ve VAL 32 TG, B AL IR M AR5 M ZE T A (Protein
G—Sephrose) 4tk .

[0078] 7 1 SR R v T B G /1 B 4.5 BB 680 SP/20 401
T I TTIF 2% Z AT 5 T2 B — AR FEVA T BR ST B AR 4 28 IR 41 Ak DLT-001, {58k 547
N+ E LR R SR (R 0, AR5l CCTCC. C2011118, {75 H #2011 4 12 A 12 H.,
[0079]  HRICHISIEERE A

[0080]  FEAR A W) — ARG, Bk Sy Bk e i A TR BR IO . SE R, BTid B AR
W E A RAR SRR IC A BbRIL B AR IE .

[0081]  JE ik 3% 5% 2% A8 IR M M B /DS BRIE K 7R AR 7 B v B AR, AR R PR FH I A < b
0o HARTTVEN &7 RE RS T @ W T R BHUARMTAR) % = as EE
Y43 B2 R A I 22 W S0 5 289-294, 7 [ A RS 22 K25 U lHE 2000 4F 9 F RSP R
7B s 236 77 NRZEE Bkt 2000 45 3 H ;Ed Harlow, David Lane, Using
Antibodies :A Laboratory Manual. 1999,

[0082]  FeAA i Al R A ARSI AN 2 AN 7 VAT o FEAR KRB — ML T %
L ULV T B B AR F AR AR 10, 43 2R AR B m 10 1 B8 T B A

8
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[0083] A B HUE VS T B ve B H AR B AR I R RF e 10, AR S B 80k, 5530 BhE WLZ
VD55 i A S R RL s 5 ERTT -BSA A BSA A 28 SR M.

[0084]  FEve T Al FH AR e hric — Szt AR

[0085] i Ji 2

[0086]  JEV T HUAS IR A 58 S FN0VE o F FE VS T —BSA [ 58 T BR A1 4 e L (A U X ([
L), R A8 i P R T (U LR ) 5 [ A 35 45 B AR S An I I P A v
T (PRICHUER ) o BRSPS H B AT B IEI R e Sk 5 B e RS 5 0]
TERE PR A4 22 L A I [X T B 6y o I s S Rl X 0 SRR Rl €87, D) 5 SRR B 1Ak A5 DAE
AEEAET 2, AT, W45 R, B RS & H AT,

[0087] Y, AEAGIN A BN PR o« AR BHAEAH R A 4 I R N X I 1 T B LA X, AR
E TR BIEA AR A A WA AR LB AR LB T SRR . TR
RS EH R T, B EEEEE A4 A R AR SR ICECE BRI R A T
FEPuR DB SHRA AR EPUALS G — A s, 5k 0 2 A JE it 72
T 15 IR RIS AR 2 15 28 ot R At o

[o088] A& WUIAR Az FLA4 K}

[00891 & HH [ A5 P R FH A A o Ak S A A A 5 R P R AR i 2% 77 v 1
Jil o

[0090] 2 BHASH UM B35 ¥4 T 1) e A WUUASR. » /0, 5% 0 3 2% AR SZ 43 I 3k 2% 19 ST 4 AR, i m] R A
PVC RN AR 55 5 Bk 11X 2% R DB AR 45 )2 B 4 R} il IR 41 48 2= JEE AR /K R AR I 8 B 2
Fi, FE R AL AT DISR L H L 73, QR S5 [ 58 1B 4 s b E R A B A < ki
B tARIC R T B FE PR 2 v B AR, DR 4 B A e hrac I JE Ve T B v B 4K
T PR A 4 2% 5 W% o 00 8 o 428 2K

[0091]  FRIA BRI ZR RN 5 A B BEVA T —BSA, Rl 28 BT 78 16 X S8 AR I X

[0092]  FTIAR 4 28 M [l 52 A6 SPA, 4% 28 BT 75 1 X 3800 4% X .

[0093]  FE—MMEERITT EH ZHA R T AR AR 0 9 EEVA T B B Bk e R
R EE 9 0. 5-1. 5mg/ml B AR G FR i (1) B2V T 5 50 FE Sk i AT B4 10, B4 & N
50 1 1/cm® A B N 0. 5 B 1. 5mg/ml,50 u 1/cm®;

[0094]  FHERAFZERE LW RO 5E PR AT -BSA &R AW E N 0.5 ~ Img/ml [U5EET
JE VAT —BSA S RBEAT B K], W B A 10 v 1/ e s L& (R 24 0. 5 B Img/m1, 10w 1/
em’ s K6 I AR ) B AIAS I 2 4F Hng/ml 2Z ],

[0095] oy MAR (1) PERE

[0096] AR IAIBARSARIC A T Ba fE i iR A~ MEge -

[0097]  REEE &M 5% BT IR S AR I SPTE R 72T -BSA SER R
&, PHREE TP S AR EA T, AT REJZEINK. 4R R, 2K HK AR S R C I ES
T L R HUAR N 58 A B R A AR TR, ST I S (KR U & T 35 B 50ng/ml .

[0098] € AT B AR S AR IO 2R T B e FE SR AR %%, RBUE A 1000ng/ml BT
4 CHZ TR 14 /T LA b, 5 1R, BARGFRCH AT B s KRR 7, R T IuE kR
172 FEH

[0099]  FEFPEAE HHEWR T SR HUAR SR AR RS I AL 32 Pz i, 45 FNZ ST A%

9
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FREV T 2P, AR M o TR0 0 5 ORI 2 o2 < B8V T B ME v TR R TR i L R
TP HEIR T AT AR DR KRR AT IR W IR L T R A v 25 A EELTAL S IO KRR )
Z AR RIS T B e | A R T L VR SRUE L R IEEIE L 22 S = LR YD AT IE L 2K ZWKHE
TE RIE R 5 75 P B P I | AT i« B R W | SOV I 2 R it e O 22 A R s R
JEV T 3L 32 Fh

[0100] £ [ Frid, AR B (AR S br i E A T B 9@ # AR 5 HPLC R (e 7k AH EL,
A W ARG DR a7 B R, B T, AT LB G U, i LA 75 B 5 SR A 4% o 1 AR B
ARG ARG S0 B2 74T, B AN T ZE Smin Bh P9 58 i, (XA 77 &8 Sng/ml, H. 5 R W,
29 BB A RN

[0101]  AITTIEE 4R A E

[0102] PR AR , B A e e AR AR b, BUREZ) 1200 1,3 ~ 5min WEZEMTES R . IR
P I SR S0 BOR AW a5 R, 7 s B LI 5

[0103] Bt < Joad X Aar il X 357 HH 3 BH . ) €7y, TR I B 12

[0104]  FHME : RAE G % X H BB B, /e il X B, s AFEYE

[0105]  TCRR o 4% X A I X ToATA] €8 7 BCAE o 458 [X A HH 30 £ 7 i ZE A I X HH B e 7, 3R
ARG 00 77 2 e R BSOS AR A o B 280, N7 B3 80 ARG I A e

[0106] G SRAG I 4 5y T Joi 455 28 U B A 0 38 W it b 2 e E AR B R BB E 80D,
FIT LA JGT 45 42 92 A AR ) 79 W B R 0 R AR o

[0107] W EEEME X E

[0108]  FHZAS & B AR S Am 10 5 I B2 VAT 58 0 B o A4 58 A B Jie i) 46 AR I AR, 294 T
() B ARASL I & P A 31 50ng/mLL o 5 £ B & {8 FH B9 2590 B & P2 T Ry, SEfs TAE
A Sy G A BH T A B, 2 HE I Bt AT 9 B AL, T R DU AR R BRI BA 300ng/mL 4T
[0109] 97 4% L FEHE BB AR S AR E A T BHE . JEA T -BSA SEAHURT
B, 5154 TIAROE VA T I B AR I &y 300ng/ml o 24 PRI A 1) VA T M B << 300ng/ml,
WEAR S ARIC PR T L yUEE E e, 1 A2 S0, 5 AT R R 4 4 2= L () SE AR
S A, TR T, RS R E2RTE SRR TR > 300ng/ml, BRAKEFRICHIPT
EA T A IR TRIES TS, R85 [EAE T i8R A 2 2 8 EAG I X (1) 58 44t
JRAHEE A, K00 X AN BT ity , U4 S 2 BH 1

[0110] 5 &

[0111] AR BEIRAE T —Fi e & A A K B B APt J & 3R A B0A & I oA DU AR 114 3K
FE AEAR K — ML, B ik B0 Soe A0 45 25 2% A0 F U0 B 45 2 i) L Sz Bt

"
L

[0112] AR IR

[0113] (1) ARKRMAMEAIUREA & 5, HARE T RA T M9z R

[0114]  (2) AKREAMBLEA T B iR Huig 4R AR &, B i s

[0115]  (3) AR B AR SR 10 FEVA T SR G Aor M AR B A R B0 /e e PR 5 L TR (s R
i, A AT IS A I SRR A, AFT T R USRS A T IR AR

[0116] NG HARSE RG], 3 — DR AR BLERfE, 1€ L St A T U B A R B
AN FH T BR AR R B G . R 20 SE 491 A AR B B AR SR AR (R S 38 77V I 4 R L 2%
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401 Sambrook 25 A\, T 5a & 5256 = T (New York :ColdSpring Harbor Laboratory
Press, 1989) H ik i) 564, Bt B il 1 | i o it i 2% A

[0117] gbﬁ‘[ﬁlj 1

[0118] RV T P4l (il 4%

[0119]  EAT 2N TEIRDNFEIEY, 45 5 84 Sz E R 22 f% S,
DRI AN B >k B2 )% sh i sRAF 5k . O 17 3RS REV T Bk, KA AEAR SE s o
Joiil g — P BA BEA TR EoUE, PR (K 2) -

[0120] 1. AHAL ML - 76 R AR OINN B2 ¥4 T J5URL 0. 5g AT 10mL ¥R A% BR , §it FE 1 2 ¥4
fitg, BT UKW PR E -5°C, 78 L /DA 4 4 RN H IR BE R (0. 25mL) A1 B 1R
(0. 75mL) 1 © 3R A BRI N5E G, 0°C A T R BL 2 /INEF, SRS (RIN 10g BEUK T, f7
UKERAL G » FEAE 0°C 2610 T BL /N, XA [ e il A4 by HE B, 815 A L[4 0. 60g (FH
i, ADAABRIR] BT T — B N ) , IRBAFEE :50% , [ RBP4 MNR 431 B rd) o

[0121] 2. IJE AL B RPN IS AT 0. 5g VT 1. AmL 7K A, HitdE R AN 0. 55mL
WERIR , 1B FHIEL, 30-40 CIFFEE NN SRy (4 441k) 3L 0. 60g, L% 50-60°C, e )5, £k
TR R 2 /NE, i, SEA 20% NaOH JAR FR A 28 3501 (PH = 8) , sy, JEHH
ik CyESEAER) FFHTEAKGEE, &R IR, H 30mL S FHE A28 3 Ik, A 3F —
SUF LRV, A KB 2 Ve, B S KR BN T8, v 4T, 18P AR e,
HRERAEZHT (BFFFILLH LR 88 - fimBk= 1 © 2), fFRE AlE & 252mg, R BNAFE .
52% , N4 MNR 73 #r o B FRA, a2k -N- R T .

[0122]  SE&EH] 2

[0123]  FEA T PR ] &

[0124]  HFsLjf] 1 HIRIFRORTEHE - BT, B 100mg, fEHFE N EMET 10ml XZEKH,
SRIG 21 TN 400mg [ EDC, i inidi4%, A 0. IM R4 pH {45 & 4. 5, ZERIL T (25°C)
Aka N 10 48R . BX 100mg B4R LI A & A BSA 3T 5ml MK, i\ B &5 -
BT, ZIRT (25°C) ZkB2 M 2-4 /NEF o SOBEP= 4%t 0. O 1M Tl iR 6 22 iR 4 C it
TN, B2 R RN BIX &I, — BEVA T A1 EDC, SHHRZE MR 4 IR 3RS RN P BN N FE v
T -BSA SEA&HUR .

[0125]  IXFESUAESEA T ORI BA Mz R . fil & i 3 s,

[0126]  SEjafsl 3

[0127]  1.Balb/c /NI )%

[0128] i HT7 154 59 FH BSA- BEvA T A1 OVA- ¥ T 49% Balb/c /MR (kAT Fig T
AR SR ) o BB IREA 0. 15mg/100ml FyESTR . EPH 0. 15mg 58 Hula / &/ R
9% Balb/c /IR, 2% 4 R/, B 10 R—0, IS H Ja B IR BRSUILZESR I, 55 Ol
EMIIRER

[0129] 2. ELISA J 82l & Hi i i 24

[0130]  H] 100. OuL 10. Oug/mL F#E#4A T —BSA $u )04 96 FLEFFRiR 4°C It 2%, AR
0. 05M pH9. 6 TREZZENVR, B 0. 01M PBS 1% BSA37°CHHiH 1 /F, 1 & 1000 f5 5 BEH L
76, LAPBSAE NIRRT, 3T°CHE A L /NN o BEHRBEIR 3 X5, N 1 o 4000 AR E A
FEFRICHIEPU R Z 51, 3T°CIE E 1 /NI, Wtk 5 TNl ) TMB/H,0,¥% 5 10 73, A 0. 2N 1§

11
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HC1 #81E e Mo BEEX 450nm 3 KW 64

[0131] 4% HE DL b 77 5 00 58 Ho4d 3 A2, 4 R f 9% /0 BB s M 2 i 2 10 12800,
1 : 6400,1 : 3200 A1 1 : 3200,

[0132]  SEJEf) 4

[0133]  ZRA2 0 40 M () ] 46 A v

[0134] 1. TAJFR4H M 2%

[0135] 7RI F= 0, RSB B0 BRI 40 I — R A RS 77 B » 78 ZE I N — S8 o fth 41
JHa 77 B A% L B, X AN N RS A MR 2 S SR . A S 8 SR FH 0N SRS P 1
Y HAE AT FR40 A .

[0136]  HX JCA ft Z/NER (JCA &b /N BRRVET g vis s B 72 i ) A A 10 3508, 767N R
MERE P —/NO, FENZ) Sml [ DMEM 58 435 5290, 35 SR IR s o 78 e &0, W IR s &
TSR ML I35 77, 3000rpm &0 10 438, 41 MBI IE DMEM ¥eisk— Ik, &3, WA 96 FLE: 7+
BRA BRAL—3, AR B 4l s 7= A .

[0137] 2. ZHMufimh&

[0138]  HXZ: 8- % SEEPAE5 IR Ab 38 — B 9/ BREF B8 SP/20 4l fadk (kB bt s s
WAL ) FUEE G Jia )/ BRIk E2 4 i, DA 1 10 B EEBVR AT 50m1 250045 1, £E 10001 pm
B0 10 438h, WOR BTE WL B RO [ IR 941 R DTIE VR ST BORRIR, 1 At e in 52
0.5ml 50% PEG ¥&W, 1IN 15 5% , 40 f Bl b S PEG HAE ] 90 #0%F, 7 5 48 R A
7 IML975 DMEM 35 329K 10m1, PAZ 1L PEG /R A, § & 10 7381 e, FE R R T 40 e iie , 18
Y S BB 5T, NN S A 20 % /NAF 375 DMEM 5 32782 10m1, 43R B2 i 40 it B N —
FHE A RN 96 FLEFFRIR T, REFLL) 100ul, B #RE T 37°CH 5% COEr =46
B7f.

[0139] 3. BhAZNE kR 7

[0140]  RENA KL MM E S 84 4 M 7E HAT B33 B Wive T, A Bl A 4 i 4B
3R K. EAIREA ) 2-3 K, 76 96 FLEF SRR PN 1/2 BB BBt e a8 72, 18
5 K JG Ui HAT 55 7RV mn A 40 ML, JF4E 7 K, Bl HT K5 3Rl 4k a1 3% 6 K, DU R E 1B
DMEM 58 485 SR 35 5% 2% 20 8 40 0., 40 B3 5% 7% A F ELTSA 52 2% 22988 40 M oA 1 43k
[0141] 4. ZSZ R 40 MY v fE

[0142]  EXELTSA I 52 BH 14 O @l & 40 i, HEAT 40 MR T H B, E S B4l i BV, 76 310 4T
/ml Bi, K R an v oA T SR AN Y 96 FLEFFRIR N, P39 RFLL) 0. Iml, B-HRHF
TR IR, MEE A M A KA, DL 1-3 R H32— IR, A4 A K & 1/10 WS, 7]
AT ELTSA WU5E , 18 ELTSA Y5 FH PR LI ve B 40 e, 2L EAT 5 IR A e 2 J 13 31 4 PRZRAE
FAYH Rk PHL, PH2. PH3 J2 PHA. H- WA BIHTAR Jy B T e 4

[0143]  SEjafsl 5

[0144] B FEFEHUAAR Il 25 F1 55 58 73 Hr

[0145] 1. ZARSZHEHIRA Balb/C /N7 B g FEHUA SR (1, DA 3X10°/0. 5ml A3 #h
K /B R/NE A Balb/C/NERIERE, 1-2 JE JG R AL i, DA 12 Sy ST Sk EUIE K,
FHIR R UL 15T Sephadex FEZHriZialifh 5 3RA5 40 ve B Hi A4

[0146] 2. ZHJEDA K v lEtl (BhA RN 35. 9%, FHMEZR N 7. 9%, 48 5 etk 5133

12
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BE B — MR PRI 4 AR 2SS 4 Ak <DLT-001. DLT-002. DLT-003 Jz DLT-004.

[0147] 3. 2 4 I 5 &5 S :DLT-001. DLT-002, DLT-003. DLT-004 4> % & 1.9X 107",
3.1X107.1.3X10°,42.9X10°,

[0148] 4. \EHUA»H :DLT-001. DLT-002 A 1gG,,, DLT-003 A DLT-004 A 1gG,,o

[0149] 74T B 5w B A 2 <0 SR Al O Ak DLT-001 F 2011 4F 12 H 12 H R4 A [ i
RIFEFY R A L (CCTCC, P, I ) , fR78 5 /v CCTCC C2011118,

[0150]  sLitifh) 6

[0151]  FE AR 1 il %

[0152] 1. JEA T HodEIUE R AE SR id

[0153] B i & H A4 4 100, OmL, FH 0. 1mol/L K,CO M B4k 4 VA vk i 25 pH 9. 0, 7EHL 7
PO R HE T Bas A 1.0 ~ 2. Omg A2 T B FEHUE, BFE 10min 5N 1. OmL %) 10% 1
A IfTE VR, E Ak 10mine A EEA R EOHLT 4°CL12000rpm/min &0 (B O
Fe/2 R = 9. 8cm) 30min, W 2 B3 YT R AR A S - 4 T B4 4.

[0154] 2. ARG HRICEA T B EHUR R [E AL

[0155]  FHO.0IM pH 8. 2Tris—HCl MR MR IR AE SRt 2 — K E G, WA R AE I
EAYEE L 3T C TR .

[0156] 3. SPA 55 BSA- ¥ T HIE B4k

[0157]  7F AH MR 2F 4 2= i b A o AL 0 o) Rk W0 22 N o 4% 4, A I & Ol A VA
T -BSA(0. 8mg/mL) , FifE£ (C£k) Ny SPA (L. Omg/mL) , F-H¢J5 LABI A (1% BSAL0. 0lmol/
L PBS) # i 2 /MiF s 0. 01mol /L PBS $E¥k 3 IR, B2 TG .

[0158] 4. A IUAR 1) 2H R 5t 28

[0159]  —HeSEBEAAGIAR FH AR JUAS A ek (B 4) [ AL B BEAR AR IE R BEVA T 5
SERESUA TR - KM R R, BT 45 e 3 SR A — A R AT RO M LRk S35 [ 5 1k
SPAEVAT —BSA ) NC i S M /K A4 R — FH R A AR 5 I A4 RHH R, T BB AR A A R — e
IK AR R ) S ARk HAE RIS EAE A, 32 wmrer ek 2, FF Wit s B2 A

[0160] U BRFE S KR (JRIEBUILTE ) WA BIE A B R B AR SARIC RV T 5
SERE TR TS TEA RS , B e i B AL AR e b i B FE Ve T B B Ak, 2 BN
VB, BEISS e TR 5 RV T S AR a5 R AR SR T, WX B4 5 i 1 e 5 R
PRI LR T BRI AT — IR I RN, SR el B B EH 5 NC JEE 24k |
(%) SPA BEAT &5 IR )% [ BL, FH T+ SPA £E NC JEE R T 45 [8 78 A4, [R5 < IR AE NC IR Tt
VERT H OB R 2R 206 X, N BHYE RN s A it A AN B B X SRR M o, WA i I (R s
S ARIC RIS T B E R PUA— &R 5 [ e LT NC i) BSA- ¥ T R BL, TRl — 2% 41
0 X 7, Jl A2 43 DT NC s 81 52 A ) SPA S e, RIRE T Al — 25 A (8 X 7, IR ARl 2 75 NC
JEE BT RS S AL X, B PR O (LI B) .

[0161]  SEjafsl] 7

[0162]  KARGARICEE T B8 vw B B4 1 R S50 R Ik

[0163] 2 SEifE 4 R A SR 8 4 I REV 04T RN, 45— NC JE 4% 1ng/ml.2ng/ml .
3ng/ml.4ng/ml.5ng/ml.10ng/ml.20ng/ml.50ng/ml.100ng/ml.150ng/ml.200ng/ml.
300ng/ml.500ng/ml.1000ng/ml.1500ng/ml 1 2000ng/ml {EE EREE S kE, T 50 CIRE 2
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NI o REEIRIE T 2 EIRRRE AR AR in 1 B T SR T B SR TR P OB 510 Bkt
DAL B i N R SO, AN B 5 B N BAVE SR, Z5 2R IR 1,

[0164] &1

[0165]
MR ng/ml 1 2 3 4 5 10 20 50
) - - - - + + + +
EAEE ng/ml 100 150 200 300 500 1000 1500 2000
7 E + + + + + + + +

[0166]  JF :“+” FKoRBHME s« KB

[0167]  Z5R KW, BAESARICIG A T BB rg BEHUE 0 B AR U &4 5ng/ml, (H T 1
AT E S ), /16T PR B, PRI A I A AT T E 500ng/ml

[0168]  SEjiafsl 8

[0169]  BAKRGHRICIEA T W v P AR E PRSI0

[0170]  BERAR L AR YA T ol BEHUATER T 55°C AR 0.5 K. 1.0 K. 1.5 K.
2.0 K.2.5 K.3.0 K40 K.5.0 K, SR 544 A REUESZI0HI 771548 100ng/ml R GE
i, R ILE 2,

[0171] & 2

[0172]
E (R)| 0.5 1 1.5 ]2 2.513 3.5 4 5
7t | + + + + + + + + +

[0173]  F :“+” KIRPBHME

[0174]  Z5RKW, RAESIRICHIER T BogfEiukRe iy 52 55°Cik 5 KL E, BEEH
FaE .

[0175]  sEjfafs) 9

[0176] ARG HRICTERR T 5 v FEHUAR IO 5 S P i 82 SE 6

[0177] 1. /ENC R WSV T NOME G DR R TR G R B 2R R RO TR e ] R AL KRR
AR PR WME IR SR R ATV S 5 AT DY R AR R 22 R PR B AT T B i L4 /R A]
IE | TR FRUINE R MEIE | 22 5 L I (LU Yb mT g L 2R 2O L AE 2R IE | R 7 B PR I I | BT 4
i~ 2 R E | TR E B L P R O S 2 A B ORN 25 B R S8 T 4% 50-1500ng/ml ( WK 3) {E
BB RS STAE, T 80°CHERE 3 /NI, SR JE K5 iR N 520nm W G EE R 0. 1 FIBAK S hric fEe T B
FEHUAR I E R SR 10 28 5, A PBS Weisk 3 IR, 28 0R/K Bisk 3 1k, W45 5, I 21 e
M NBHTE, AS IR B

[0178] &3

[0179]
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[0180]
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GIE NS
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B 4

i

/RE

7)

|

e
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=
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TR IE 17
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[0181]
[0182]

:Z_‘I:E .“+”

[0183]
[0184]

ANFHTE 5“7 RoRBATE

LERRN], ARSI ICHI R T IR DUARRR 1 5 T KB T AN
S REAR, TG I E WA &5 PRI s 20 2 BV B, U BH L AT R B s A

2. e DA Sk B U 45

PR G e B 7% T B0 v B A S B e DA DM S5 % T IR B 3 FRAE (800 451 )
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R RAE (50491 ) , I FH GC-MS B8 iR BE PR B2V T kb &, 30 45 R W, i IR A6
MEFEAT 140ng/ml LA b, B2 FHVE RN, 25 K 1R

[0185]  SEjfs 10

[0186]  iFF &

[0187] ALt 44t 7 PPt &

[0188] A& | OFE— AR ABEBRANNAKHN 1T FraarI R T 2.

[0189] A& 2 GHE— 228 A4 W B A K B B A AR , B o A AR 0 6 2 (32
FEMR ) AWK 2%, ik I K 2% & B ¥4 T 5 o B B A 24 28 983 41 g A% DLT-001CCTCC.
C2011118 Fr= A i (HEsRER ).

[0190]  BEFP{R)ER

[0191] AR BARIEEA T B d BRI AUk DLT-001, T 2011 4 12 A 12 HERE T
rh [ LS =Y R O (CCTCC, A, ) ) , fRFE 5 A CCTCC. C2011118.,

[0192]  EARK BRI AT A SRk ERAE A HG o 5| FIVE S %, st a0 A A — R SO ok
FIHAEAZ IR . JOAMREER A, A1 132 T AR B HR W G, RAUSHEAR A 7]
DA i BAE & B e S B5AE 2, 1% L8 S0 T SRR V& T 245 FR A BT BROBCR) 223K 45 BB 52 13
E58
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NO,

HaC—N HsC—N ——™ Hyc—N
3
COOC ,Hs COOC ;H5
COOC ,H5
1 NH2 2
K1
———>  H,C—N
COOC ,H;
3
&l 2
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